
AD

Award Number: DAMD17-03-1-0739

TITLE: Wnt-induced Progenitors: Are They Highly Mutable?

PRINCIPAL INVESTIGATOR: Caroline M. Alexander, Ph.D.

CONTRACTING ORGANIZATION: University of Wisconsin
Madison, Wisconsin 53706

REPORT DATE: September 2004

TYPE OF REPORT: Final

PREPARED FOR: U.S. Army Medical Research and Materiel Command
Fort Detrick, Maryland 21702-5012

DISTRIBUTION STATEMENT: Approved for Public Release;
Distribution Unlimited

The views, opinions and/or findings contained in this report are

those of the author(s) and should not be construed as an official

Department of the Army position, policy or decision unless so

designated by other documentation.



Form Approved
REPORT DOCUMENTATION PAGE OMB No. 074-0188

pubk reprig burden for it"s oofte•ion of klormatlon is estinated to average I hoiur per response, wsuin te fime for reviewing instnjdfions. seardn exting data smirces, gafieig

th data needed, and ormptebtig and reviewig tis cotection of tornmation, Send ocnments regardin this burden estimate or any other aspect of this collection of sifoinatin inckidirg suggestons for
reducing this burden to Washtgon Headquarters Services, Diectorate for information Operations and Reports, 1215 Jefferson Davis Ihi-,ay. Suite 1204, Arlkton, VA 22202-4302, and to the Offise of

and Budg Paperwork Reduction o (0704-0188), Wast on, DC 20503

1. AGENCY USE ONLY 2. REPORT DATE 3. REPORT TYPE AND DATES COVERED
(Leave blank) I September 2004 Final (1 Sep 2003 - 31 Aug 2004

4. TITLE AND SUBTITLE 5. FUNDING NUMBERS

Wnt-induced Progenitors: Are They Highly Mutable? DAMD17-03-1-0739)

6. AUTHOR(S)

Caroline M. Alexander, Ph.D.

7. PERFORMING ORGANIZATION NAME(S) AND ADDRESS(ES) 8. PERFORMING ORGANIZATION

University of Wisconsin REPORT NUMBER

Madison, Wisconsin 53706

E-Mail:

9. SPONSORING I MONITORING 10. SPONSORING I MONITORING

AGENCY NAME(S) AND ADDRESS(ES) AGENCY REPORT NUMBER

U.S. Army Medical Research and Materiel Command
Fort Detrick, Maryland 21702-5012

11. SUPPLEMENTARY NOTES

12a. DISTRIBUTION I AVAILABILITY STATEMENT 12b. DISTRIBUTION CODE

Approved for Public Release; Distribution Unlimited

13. Abstract (Maximum 200 Words) (abstract should contain no proprietary or confidential information)

Dysregulated Wnt signaling is the cause of many human tumors, and induces breast cancer in

mice. We have previously found that the initiating response to Wnt signaling is the

accumulation of breast somatic stem cells. We propose that tumor development is related

to this increase, and sought with this proposal to test whether the stem cells that arise

in transgenic mice expressing Wnt effectors are more mutable than usual. This would

explain why the preneoplastic glands invariably acquire mutagenic changes and progress to

tumor development. In order to test this hypothesis, we cultured mammary clonagens

(mammospheres) and proposed to test their mutability with chemical carcinogens. We found

that, contrary to our prediction, mammospheres are almost completely absent in cultures of

mammary epithelial cells that express Wnt effectors. Similarly, adherent clonagen numbers

were reduced by 90%. We anticipated that their number would increase by 10-fold to

reflect other results. We are investigating this phenomenon to determine whether this is

due to inhibition of clonagen differentiation and expansion by ectopic Wnt signaling.

This is likely to enable us to describe better the selective effects of Wnt signaling on

mammary stem cells.

14. SUBJECT TERMS 15. NUMBER OF PAGES

genomic instability, oncogenes, cancer-related biology, endogenous 7

factors 16. PRICE CODE

17. SECURITY CLASSIFICATION 18. SECURITY CLASSIFICATION 19. SECURITY CLASSIFICATION 20. UMITATION OF ABSTRACT

OF REPORT OF THIS PAGE OF ABSTRACT

Unclassified Unclassified Unclassified Unlimited

NSN 7540-01-280-5500 Standard Form 298 (Rev. 2-89)
Pirecfibed by ANS Std. Z361S
236.102



Alexander, Caroline M.
DAMD17-03-1-0739

Table of Contents

Cover ................................................................................................ 1

SF 298 ............................................................................................... 2

Table of Contents ...................................................................... 3

Introduction ..................................................................................... 4

Body ................................................................................................. 4

Key Research Accomplishments ......................................................... 6

Reportable Outcomes ........................................................................ 6

Conclusions ..................................................................................... 7

References ...................................................................................... 7

Appendices ...................................................................................... NA

3



Alexander, Caroline M.
DAMD17-03-1-0739

Concept A ward DAMD1 7-03-1-0 739
9/1/03 - 8/31/04

Wnt-induced Progenitors: Are they Highly Mutable?

Introduction

Ectopic Wnt signaling is highly tumorigenic for mammalian epithelia. We have previously
found that Wnt effectors induce mouse mammary stem cells to accumulate, and that this is
closely correlated with the risk of subsequent tumor development (Liu et al., 2004). These
somatic stem cells are a likely source of tumor precursor cells; they have the longevity that is
required to fix and accumulate the genetic changes that confer a growth advantage on
preneoplastic cells. In an effort to describe why increased stem cell number leads to tumor
development, we proposed to test whether Wnt-induced mammary stem cells were more mutable
than normal stem cells. In order to do this, we aimed to transfer normal and Wnt-induced
mammary epithelial cell populations to suspension culture, to treat them with mutagenic
carcinogens and to evaluate the fraction of mutant mammospheres (clonagens) that developed.
Our hypothesis was that Wnt effectors change the predominant type of stem cell division from
asymmetric self-renewal (associated with little genomic risk) to one that creates a population of
long-lived but highly mutable stem cells that are likely to acquire oncogenic mutations.

Body (Research Accomplishments)

Mammospheres that develop from mammary epithelial cell (MEC) populations at clonagenic
frequencies may be analogous to the development of neurospheres in suspension culture of
neural tissue. Neurospheres have stem cell activity in vivo and can be serially propagated for
long periods. After dissociation of primary MECs from normal breast tissue, single cells form
round clusters (consisting of -150-300 cells) after 7-10 days of culturing, with a frequency of
one sphere per 2,000 cells (Dontu et al., 2003).

We found that the number of mammospheres that develop in Wnt-induced mammary epithelial
populations was reduced by 90%. This was surprising to us because we have already established
that the stem cell activity of these populations is increased in vivo (using fat pad transfer) and
that a subpopulation enriched in stem cells (SP fraction) is also increased (in ANlcat MECs by a
factor of 15). This result did preclude us from measuring mutation rates as proposed, but has led
us instead to evaluate why this happened, and to test key properties of mammosphere clonagens.

We cultured mammospheres from mammary epithelial cells (MECs) prepared from mammary
glands from our two Wnt effector strains, [MMTV-Wntl] and [MMTV-ANl3catenin] (ANo3cat)
transgenic mice (and from non-transgenic controls). The frequency of establishment of
mammary clonagens from normal glands was similar to that published by Dontu et al. (2003).
We observed that the number of mammospheres that formed from transgenic glands from Wnt
effector strains (the example shown is from MMTV-ANlcatenin glands) was decreased by 90%
(Fig. 1).
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Fig 1. AN/Icat-expressing MECs form mammospheres less efficiently than do control MECs. MECs were
isolated from 2-3-month-old FVB MMTV-ANpcat or control littermate mice, and cells were cultured at different
densities (20,000-180,000 cells per 60 mm plate) on non-adhesive plates in serum-free culture). (A) Representative
floating spheres grown from control or AN,8cat-expressing cells following I or 2 weeks of culturing are shown. Not
many well-rounded spheres were formed from AN/Icat-expressing MECs, but some clusters did form as shown. (B)
Quantitations of number of spheres per 10,000 input cells at various initial cell densities are shown. Spheres that
are greater than 135pm in diameter were scored after 10 days of culturing; averages and standard deviations were
derived from triplicate cultures. (C) Immunoblot analysis is shown for cell lysates from control and AN/Icat-
expressing cells prior to or subsequent of mammosphere culturing. AN/3cat was detected by anti-Myc antibody, and
anti-/3-tubulin antibody was included as loading controls.
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Mammosphere formation depends upon a subtle balance of growth and differentiation to form
semi-mature aggregates of >150 cells. We assumed therefore that if this balance was disturbed
by the expression of Wnt effectors, that the suspended clonagens could exist but not be able to
expand into mammospheres. To test whether this effect was an artifact of the suspension culture
conditions, we changed the protocol to culture instead adherent clonagens that have also been
related to stem cell activity (Alvi et al., 2002). This culture assay depends upon culture at low
density on feeder layers and entirely different culture media, but the result is identical, that the
clonagenic activity of Wnt-induced populations is reduced by 90%. We deduce therefore that
this result is remarkably robust.
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Prior to these studies, we anticipated that the clonagenic frequency would increase to reflect the
observed increases in stem cell activity. Various other permutations of media and culture
conditions (not described in detail here) did not change this result. This was problematic to
pursuing our aim of examining the mutation rate of mammospheres in response to ENU.

In response, we have developed Rat-2 feeder cells expressing the soluble canonical Wnt
signaling inhibitor, dkkl, and aim to test the clonagenic frequency of Wnt-1-expressing mecs.
We reason that if Wnt-signaling is suppressing the ability of clonagens to grow out and
differentiate (maintaining them instead as stem cells with little ability to survive in these media),
then we will reveal the clonagenic activity on these feeder cells. These experiments are ongoing.

The premise of these studies is that the clonagens that expand into mammospheres are related to
mammary stem cells. Mammospheres can be serially propagated, are enriched in SP progenitor
fractions and give rise to both mammary lineages in culture (Dontu et al., 2003). However,
given the paradoxical results we have obtained, we sought to validate the stem cell activity of
mammospheres by transplantation back to fat pads. To date, we have not been successful.
Another group has reported successful repopulation of fat pads using a mammosphere inoculum
(Kurpioz and Hassell, personal communication), but their results suggest that the stem cell
potency of these structures is low and incomplete. We continue to work on developing culture
conditions that will give mammary stem biologists the same power as the Dexter cultures give to
hematopoietic stem cell biologists. This is key to the functional evaluation of stem cell activity.

Key Research Accomplishments

"* We have found that mammosphere formation is almost totally inhibited in MEC
populations that express either a soluble or intracellular Wnt effector transgene.

"* This result is also true for mammary clonagens isolated and cultured by distinct means,
and we conclude that the result is highly robust.

"* Although this precludes us from testing the mutability of these clonagens, it has led us to
test in vivo whether mammosphere formation constitutes a valid assay of stem cell
potential. We remain to be convinced that mammospheres retain sufficient stem cell
potential to make them a suitable assay criterion.

Reportable Outcomes

Poster:
Keystone meeting; "Stem Cells and Development" January 2004.
B.L. Liu, S.S. Khwaja, and C.M. Alexander

PhD Thesis:
Bob L. Liu, University of Wisconsin-Madison, 2004.

Pre-A ward Data:
Data will be used in applications to the NIH (Alexander, PI):
The role of stem cells in mouse mammary tumor development.
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Conclusions

We continue to analyze the reasons for the paradoxical results we have obtained. Our
experiments aim to describe the selective effects of Wnt effectors on growth or survival of
progenitor cells, in order to find out why this response is linked to tumor development.
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